During bleaching, the emission from AF488 was increased as a consequence of preventing FRET.
The emission from AF647 was decreased as photobleaching of the red laser. In lane 1, spatial changes of AF488 and AF647 show highly similar trends, which indicated that AHA was successfully integrated into newly synthesized FLAG-XBP1. In lane 3, the intensity of AF488 is much higher than that in lane 4, while intensity of AF647 is similar to that in lane 4, which indicated that FLAG-XBP1 was successfully expressed in sample 3 without AHA integration. While intensities of lane 2, 3 and 4 were similar to each other, the intensity of lane 1 is lower than three other AHA-positive lanes. This may be due to that strong expressing of FLAG-XBP1 under CMV2 promoter and relatively poor nutrient supply of dialyzed FBS impaired newly synthesis of potential interacting AHA-labeled proteins. 
